OX40 ligand (OX40L, CD134L, TNFSF4) is a member of the TNF superfamily that is expressed on activated B cells and dendritic cells.
1,2 OX40L interacts with its receptor OX40 (CD134), which is expressed on activated T cells. 3 OX40L/OX40 is considered to act as a costimulator of T cells. 4, 5 Signaling through this pathway has been reported to be involved in autoimmune diseases such as experimental allergic encephalomyelitis (EAE) and inflammatory bowel disease (IBD). 6, 7 Human OX40L gene is located at 1q25, which is close to the Fc␥ receptor cluster, one of the candidate susceptibility regions to systemic lupus erythematosus (SLE). 8 Thus far, no information has been published regarding the variations of OX40L gene.
We carried out variation screening of the entire coding region and 5Ј upstream region of human OX40L using polymerase chain reaction-single strand conformation polymorphism (PCR-SSCP) analysis and nucleotide sequencing. Three new variations, −921 (G → A) at 5Ј upstream region, −19 (C → G) at 5Ј untranslated region and 202+25 (G → T) at intron 2, were detected ( Figure 1 ). Nucleotide positions were counted from the ATG translation initiation. The PCR primers used were as follows:
For the fragments including 5Ј upstream region:
For the fragments including 5Ј untranslated region:
Forward: 5Ј-ATCGCACGTTCCCCTTTTCC-3Ј Reverse: 5Ј-AGCTGCCATCAGCATGAGCT-3Ј For the fragments including intron 2:
Forward: 5Ј-CAGGCTACTGCATTTCTGCT-3Ј Reverse: 5Ј-GCAGGCTACAACAATTCTGG-3Ј
PCR was performed as follows: an initial denaturation at 96°C for 10 min, followed by 35 cycles of denaturation at 96°C for 30 sec, annealing at 60°C for 30 sec, and extension at 72°C for 1 min. The annealing temperature of the primer pair for the fragment including 5Ј upstream region was 56°C. After the PCR reaction, 1 l each of the PCR product was mixed with 7 l of denaturing solution (95% formamide, 20 mm EDTA, 0.05% bromphenol blue, 0.05% xylene cyanol FF). The mixtures were denatured at 96°C for 5 min and immediately cooled on ice. One l of the mixtures was applied to polyacrylamide gel (acrylamide : bis = 49:1). Electrophoresis was carried out in 0.5 × TBE constant current of 20 mA/gel. After electrophoresis, single strand DNA fragments in the gel were visualized by silver staining. No variations were detected within the coding sequence.
We next examined the frequencies of these variations among 107 healthy Japanese individuals, 98 patients with rheumatoid arthritis (RA) and 72 patients with systemic lupus erythematosus (SLE) ( Table 1 ). The patients were diagnosed according to the classification criteria of the American College of Rheumatology. 9, 10 −921 (G → A) and 202+25 (G → T) were detected in a substantial proportion of healthy individuals as well as patients, and were considered to be single nucleotide polymorphisms (SNPs). These SNPs were compatible with Hardy-Weinberg equilibrium (data not shown). −19 (C → G) was detected in only one healthy individual. None of these variations were found to be associated with RA or SLE.
These results indicated that OX40L coding sequence is highly conserved. Although the variations were detected within the noncoding region, these variations were not associated with susceptibility to RA or SLE in Japanese. 
